a. Coiled-coil prediction of KIF21A amino acids 850-1150 using the COILS webserver (Lupas et al, 1991). b. Far-UV CD spectrum of rCC (blue). CD measurements were performed in PBS at 5°C using a protein concentration of 0.125mg/ml. c. Normalised thermal unfolding profiles of rCC1 (red) and rCC (blue) recorded by CD at 222 nm. Global fitting revealed a T m of 42.4°C for rCC1 and 42.9°C for rCC. d. Oligomerization state of rCC1 determined by SEC-MALS at a protein concentration of 2mg/ml. The elution profile of rCC1 is visualised by the normalised differential refractive index in red and the respective experimental mass distribution in black. The theoretical mass is 9.5 kDa and the experimental mass is 10.8 kDa. e. Oligomerization state of rCC1-L determined by SEC-MALS. The experiment was performed as described in Fig S1d. The theoretical mass is 11 kDa and the experimental mass is 11.2 kDa.
a. Cysteine crosslinking of recombinant GCN4-rCC1, rCC1 (negative control) and Bld-10 (positive control, Kraatz et al. 2016 under revision) analyzed under reducing and non-reducing conditions by SDS-PAGE. b. Sequence alignment of hsKIF21A 1-375 and hsKIF21B 1-376. Conserved amino acids and the ATP binding region are labelled in light and dark grey, respectively. CFEOM1-associated amino acids are shown in red. The sequence identity is 75%. c. Sedimentation velocity absorbance data using 5 (black), 15 (green) and 70 μM (blue) KIF21B_MD measured in 20 mM Tris, 150 mM NaCl and 2 mM DTT. All concentrations revealed one peak at 3.1 S only, that corresponds to a M W of 41 kDa. This value is consistent with the theoretical M W of a monomer (43 kDa). Values for the top two clusters derived from data-driven molecular docking using HADDOCK web server. The top cluster has a score of -122.1 (cluster 1) and the second best cluster a score of -118.5 (cluster 4).
